A total of 54 rapidly growing mycobacteria (RGM) isolated from patients attended in the two hospitals of Cádiz Bay (Spain) were selected during a seven-year-period (2000)(2001)(2002)(2003)(2004)(2005)(2006) 
INTRODUCTION
Rapidly growing mycobacteria (RGM) are ubiquitous in nature and widespread in water, soil, poultry and animals.
Interest in RGM is rising in the last three decades due to a notorious increase of post-traumatic and post-surgical infections, localized and disseminated, and outbreaks of infection by contaminated medical equipment. RGM have been described in pulmonary infections, keratitis, endophthalmitis, suppurative arthritis, osteomyelitis, endocarditis, meningitis, peritonitis, chronic urinary tract infection, otitis media related to tympanostomy tube insertion and catheter-associated bacteremia. The members of the Mycobacterium fortuitum complex, M. chelonae and M. abscessus are the species most frequently associated with human infections; the rest of species are minority and occasionally reported (2, 3, 6, 13, 14) . Evaluation of INNO-LiPA Mycobacteria Identification of new species of RGM producing nosocomial infections and serious infections in oncological and immunocompromised patients has been possible thanks to the development of modern microbiological diagnosis systems and genetic methods, such as the sequencing of bacterial 16S rRNA region or the restriction enzyme pattern analysis of the hsp65 gene (PRA), which encodes for the 65-kDa heat shock protein (1, 8, 10) . In spite of several target genes have been used for the mycobacterial identification, the most common is the 16S rRNA, considered the gold standard as it flanks species-specific sequences (11) . The 65-kDa heat shock protein contains unique epitopes as well as common epitopes to various species of mycobacteria. Beyond other PCR-based and hybridization methods for differentiating mycobacterial species limitation, PRA does not require hybridization to a panel of species-specific probes. Those and other molecular techniques have already been proved to be very useful to identify M. tuberculosis complex (12, 13) .
INNO-LiPA Mycobacteria v2, designed to amplify the mycobacterial 16S-23S rRNA internal transcribed spacer region (ITS), which is more discriminative than the 16S rRNA region itself, is a new genetic test for the simultaneous identification of 16 different species within the genus Mycobacterium on broth or solid cultures (4, 5, 7, 9, 14, 15) .
Our purpose was to assess the diagnostic value of this new molecular method for the identification of RGM to the species level from positive broth cultures. Non-sterile specimens were previously submitted to digestion and decontamination with N-acetyl-cysteine and sodium hydroxide to eliminate the contaminating flora. 
MATERIALS AND METHODS

During
Conventional methods
Conventional methods included phenotypical techniques Evaluation of INNO-LiPA Mycobacteria
(growth rate and growth temperature, pigmentation, colonial morphology) and biochemical tests (nitrate reduction, arylsulfatase and urease production, tolerance to 5% NaCl, carbohydrate utilization (mannitol, inositol, sorbitol), tween 80 hydrolysis, growth on MacConkey agar without crystal violet).
INNO-LiPA Mycobacteria v2 assay
Identification by INNO-LiPA Mycobacteria v2 assay (Innogenetics, Belgium) required a previous mycobacterial cell lysis for releasing nucleic acids. From broth cultures, 2 ml were centrifuged at 13,000 rpm for 15 minutes, the pellet was and MCH-3 (group I). This procedure has been previously described (7, 14) .
RESULTS
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Species
Strains 42ºC NIT
M. fortuitum -M. peregrinum complex M. chelonae complex (III) M. fortuitum -M. peregrinum complex M. fortuitum -M. peregrinum complex M. fortuitum -M. peregrinum complex M. fortuitum -M. peregrinum complex - - M. chelonae complex (III) M. fortuitum -M. peregrinum complex M. fortuitum -M. peregrinum complex M. fortuitum -M. peregrinum complex M. fortuitum -M. peregrinum complex M. fortuitum -M. peregrinum complex - M. fortuitum -M. peregrinum complex M. chelonae complex (I, II, III, IV) M. fortuitum -M. peregrinum complex M. chelonae complex (I, II, III, IV) M. chelonae complex (III) M. fortuitum -M. peregrinum complex M. fortuitum -M. peregrinum complex
